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Abstract
Purpose Cholangiolocellular carcinoma (CLC) is an
extremely rare malignant liver tumor. It is thought to
originate from the ductules and/or canals of Hering, where
hepatic stem cells (HpSC) are located, but there are few
reports on cancer stem cell markers in CLC. Thus, we
evaluated the significance of cancer stem cell markers,
including CD133, CD44, and EpCAM, in CLC.
Methods The subjects of this study were three patients
with CLC and one patient with an intermediate type of
combined hepatocellular cholangiocarcinoma (CHC). The
cancer cell markers, CK7, CK19, and EMA, were evalu-
ated immunohistochemically.
Results Histological examination of the CLC revealed
morphologically cholangiolar features and immunohisto-
chemical examination revealed positivity for CD133,
CD44, and EpCAM. On the other hand, in the intermediate
type of CHC, only CD44 was positive, whereas CD133 and
EpCAM were negative.
Conclusion CLC may have stronger features derived
from HpSCs than an intermediate type of CHC.
Keywords Cholangiolocellular carcinoma  Hepatic stem
cells  Combined hepatocellular cholangiocarcinoma 
Cancer stem cell marker
Introduction
Cholangiolocellular carcinoma (CLC) is a rare primary
hepatic tumor. It was first described by Steiner et al. [1] and
Steiner and Higginson [2] subsequently reported that it was
characterized by small cords resembling cholangioles
(canals of Hering) and ductular reaction-like anastomosing
glands in abundant fibrous stroma. The canals of Hering are
found in portal tracts of all sizes, where they connect with
the bile duct. The small cells of the canals of Hering have a
basement membrane like the more distal tree, but an apical
surface that appears similar to hepatic canalicular mem-
brane. CLC was considered to have ‘‘junctional potential-
ities’’ because some CLC cases had hepatocellular
carcinoma (HCC)-like features. Based on its distinctive
histological features, CLC is thought to originate from the
ductules and/or canals of Hering where hepatic stem cells
(HpSC) are located [2, 3].
A small proportion of tumors composed mostly of
combined hepatocellular cholangiocarcinomas (CHC)
shows a mixture of hepatocellular and glandular features
[4, 5]. A subset of primary liver carcinomas shows features
suggesting that they arise from transformed progenitor
cells, which have the bipotential to differentiate into both
hepatocytes and cholangiocytes. Taguchi et al. [6] classi-
fied CHC into three types: type I, in which there are clearly
defined areas of HCC and CC; type II, in which the HCC
and CC areas are contiguous with an intervening area of
transition; and type III, in which the tumor is not readily
classifiable as HCC or CC, and is composed of tumor cells
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showing morphological features intermediate between
HCC and CC. Robrechts et al. [7] reported a case of ‘liver
tumor of intermediate (hepatocyte-bile duct cell) pheno-
type’, consisting of small cells with a phenotype interme-
diate between hepatocytes and cholangiocytes and an
intermediate type between HCC and CC, originating from
HpSCs [7, 8].
The cancer stem cell (or tumor-initiating cell) concept is
that a subset of cancer cells possesses stem cell features
indispensable for a tumor. CD133 is expressed in normal
and malignant stem cells of the neural, hematopoietic,
epithelial, hepatic, and endothelial lineages [9–11], sug-
gesting that CD133 is a common marker to detect normal
cells and CSCs. CD44 has also been evaluated as a cancer
stem cell marker in solid tumors and in fact, served alone
as a cancer stem cell marker in head and neck carcinoma
[12]. Recent studies have also indicated that epithelial cell
adhesion molecules (EpCAM) are a biomarker for HpSCs
because they are expressed in HpSCs and hepatoblasts
[13, 14]. Yamashita et al. [15] reported that both EpCAM
and CD133 may be hepatic cancer stem cell markers spe-
cifically in HpSC-HCC; however, very few reports have
investigated the cancer stem cell marker in CLC. Thus, we
evaluated the significance of cancer stem cell markers in
CLC versus an intermediate type of CHC.
Materials and methods
Patients
The subjects of this study were three patients with CLC and
one patient with intermediate type CHC, who underwent
surgical treatment between 1995 and 2009 at the University
of Tokushima. Surgical specimens were examined patho-
logically using hematoxylin and eosin-stained tissue prep-
arations. This study was authorized in advance by the
Institutional Review Board of the University of Tokushima
Graduate School of Medicine, and all the patients provided
written informed consent.
Immunohistochemical staining
Formalin-fixed, paraffin-embedded samples were used in
the study. Sections were serially cut at 5 lm, then
dewaxed, deparaffinized in xylene, and rehydrated through
a series of graded alcohols. For better antigen retrieval, the
samples were boiled for 20 min in a microwave oven in a
citrate buffer (pH 6.0). Endogenous peroxidases were
blocked by 0.3 % hydrogen peroxidase treatment for
30 min. The samples were incubated in 5 % goat serum for
60 min to prevent nonspecific antigen binding. The slides
were incubated with primary antibodies overnight at 4 C.
We used the following primary antibodies and dilutions:
1:100 dilution of a mouse monoclonal antibody for CD133
(Abcam), 1:100 dilution of a rabbit monoclonal antibody
for CD44 (Abcam), 1:50 dilution of a mouse monoclonal
antibody for EpCAM (Santa Cruz Biotechnology), 1:200
dilution of a mouse monoclonal antibody for alpha-feto-
protein (AFP) (Abcam), and 1:50 dilution of a mouse
monoclonal antibody for forkhead box protein A2 (FoxA2)
(Abcam). The secondary peroxidase-labeled polymer con-
jugated to goat anti-mouse immunoglobulins was applied
for 60 min. The sections were developed in 3,3-diam-
inobenzidine and counterstained with Mayer’s hematoxy-
lin. The slides were dehydrated through graded alcohols
and coverslips were applied. For unbiased immunohisto-
chemical staining, two investigators decided independently
on the positive cells on each slide. CD133, CD44, and
EpCAM positivity was recorded if any cells were stained in
the cytoplasm of the tumor [16]. The frequency of positive
cells in the tumor was as low as 0.5–2.0 %, consistent with
previous reports [16, 17].
Immunofluorescent staining
To confirm both CD44 and EpCAM expression in the CLC
cancer cells, immunofluorescent staining was performed on
sections of the CLC specimens. For two-color immuno-
fluorescent staining, the primary antibody for CD44 was
detected with Alexa Fluor 488-conjugated gout anti-rabbit
IgG (Invitrogen) (1:2000 dilution). The other primary
antibody for EpCAM was detected with Alexa Fluor
594-conjugated gout anti-mouse IgG (Invitrogen) (1:2000
dilution) for 60 min. Finally, the slides were washed in
Table 1 Background in the patients with cholangiolocellular carci-
nomas and combined hepatocellular cholangiocarcinoma
CLC CHC
Case 1 Case 2 Case 3
Age/gender 61/M 72/F 71/M 67/M
Hepatitis virus HBV (?) HCV (?) nonBnonC HCV (?)
AFP (ng/ml) 67 6 6 8287
AFP-L3 (%) 80 (-) (-) NA
PIVKA-II
(mAU/ml)
19 26 10 6
CEA (ng/ml) 1.1 0.8 1.4 1.2
CA19-9 (U/ml) 13 187 9 222
DUPAN-II (U/ml) \25 \25 NA NA
Span-I (U/ml) 34 33.7 NA NA
CLC cholangiolocellular carcinoma, CHC combined hepatocellular
cholangiocarcinoma, HBV hepatitis B virus, HCV hepatitis C virus,
AFP alpha-fetoprotein, PIVKA-II vitamin K absence-II, CEA carci-
noembryonic antigen, CA19-9 carcinoma 19-9, DUPAN-II duke
pancreatic monoclonal antigen type II, Span-I s-pancreas-1 antigen
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0.1 % Triton X-100 in PBS, then viewed and photographed
under a confocal laser scanning microscope (Leica Mi-
crosystems, Wetzlar, Germany).
Results
Table 1 summarizes the backgrounds of the four patients.
In CLC, AFP was positive/negative (1/2), whereas vitamin
K absence-II (PIVKA-II) and CEA (carcinoembryonic
antigen) were negative, and CA19-9 (carcinoma 19-9) was
positive/negative (1/2). In CHC, AFP, PIVKA-II, and
CA19-9 were positive, whereas CEA was negative.
In CLC case 1, the resected tumor was whitish and
measured 80 9 75 mm. Histological examination revealed
a tumor invasively proliferated in a duct-like configuration
without the production of mucinous fluid. Small ductules
showed an anastomosing pattern, and some of the tumor
cells proliferated by replacing the surrounding normal
hepatocytes. In CLC case 2, the tumor was slightly xan-
thochromatic and measured 40 9 45 mm. The histological
findings were similar to those of CLC case 1. In CLC case
3, the tumor measured 10 9 15 mm and its histological
findings were similar to those of CLC cases 1 and 2
(Fig. 1). In the case of intermediate type CHC, the tumor
was arranged in strands with vague gland-like structures.
Fig. 1 Resected specimens
from case 1 (a), case 2 (c), and
case 3 (e). Histological findings
of the specimens from case 1
(b), case 2 (d), and case 3
(f) (H&E stains)
Fig. 2 EMA was strongly positive in the cholangiolocellular carci-
noma (CLC), mainly localized on the apical surface of the tubules
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Immunohistochemical analysis revealed positivity for
cytokeratin (CK) 7 and CK19 in all four patients. Epithelial
membrane antigen (EMA) was strongly positive in CLC
and slightly positive in CHC. In EMA, the stain was
strongly positive and found to be localized on an apical
surface of the tubules (Fig. 2). Immunostaining of the
cancer stem cell markers in tumor cells revealed positivity
for CD133, CD44, and EpCAM in the CLC. On the other
hand, in the intermediate type of CHC, only CD44 was
positive, whereas CD133 and EpCAM were negative
(Fig. 3; Table 2) and no positive cells were found in the
non-tumorous cells (Fig. 4). Two-color immunofluorescent
staining for CD44 and EpCAM confirmed both cancer stem
cell markers co-expressed in the serial section of CLC
(Fig. 5). In addition, we investigated the AFP and FoxA2
expressions as HpSC markers [18, 19] and confirmed
positive staining for AFP and FoxA2 in CLC (Fig. 6).
Discussion
CLC is an extremely rare primary liver tumor with a fre-
quency as low as 0.56 % in Japan [20]. The clinicopatho-
logical features of CLC have not been fully clarified
Fig. 3 Immunohistochemical
expression of the cancer stem
cell markers [CD133 9100
(a), 9400 (b), CD44 9100
(c), 9400 (d), EpCAM 9100
(e), 9400 (f)] in the cancer cells
Table 2 Immunohistochemical staining in cholangiolocellular car-
cinomas and combined hepatocellular cholangiocarcinoma
CD133 CD44 EpCAM CK7 CK19 EMAa
CLC
Case 1 (?) (?) (?) (?) (?) (??)
Case 2 (?) (?) (?) (?) (?) (??)
Case 3 (?) (?) (?) (?) (?) (??)
CHC (-) (?) (-) (?) (?) (?)
CLC cholangiolocellular carcinoma, CHC combined hepatocellular
cholangiocarcinoma, EpCAM epithelial cell adhesion molecule, CK7
cytokeratin 7, CK19 cytokeratin 19, EMA epithelial membrane
antigen
a In EMA, strongly positive (??) was that the stain showed the
localization in apical surface of the tubules
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because of its rarity, although Komuta et al. [21] did
recently report on the clinicopathological characteristics of
30 patients with CLC. They found that CLC was composed
of a mixture of small monotonous glands and antler-like
anastomosing patterns, with an abundant hyalinized and/or
edematous fibrous stroma with lymphocytic infiltration.
The tumor cells were cuboidal and smaller than normal
hepatocytes, with scanty eosinophilic cytoplasm, round
nuclei, and distinct nucleoli. Both the HCC-like trabecular
area and the CC area were composed of less than 10 % of
the tumor. CLC, HCC-like trabecular, and CC areas
coexisted in varying degrees in the tumors and these three
different histological patterns showed transitions between
each other [21].
CLC is thought to originate from the ductules and/or
canals of Hering, where HpSCs are located [2, 3]. Recent
Fig. 4 Immunohistochemical
expression of the cancer stem
cell markers (CD133, CD44 and
EpCAM) in the non-cancer cells
Fig. 5 Two-color
immunofluorescent staining for
CD44 and EpCAM in the
cholangiolocellular carcinoma
cells
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studies confirm that HpSCs do exist in the smallest and
most peripheral branches of the biliary tree, the ductules,
and the canals of Hering [22]. HpSCs have long been
recognized to play important roles in liver regeneration and
hepatocarcinogenesis [23–25]. Therefore, HpSC can dif-
ferentiate toward both hepatocytes and cholangiocytes and
can give rise to HCC/CC on its way to differentiation.
When HpSCs develop into cancer, the tumors have a
spectrum of phenotypes with varying hepatocellular and
cholangiocellular differentiation characteristics [26–28].
Recent studies have shown that EpCAM is a biomarker
for HpSCs [9, 13, 14] and that EpCAM-positive HCC cells
have stem cell features [15], indicating that EpCAM is one
of the cancer stem cell markers of HCC [29]. CD133 and
CD44 have also been recognized as HpSCs biomarkers
[30, 31] and CD133- and CD44-positive cells represented
cancer stem cells in HCC [32]. All these reports exemplify
the strong association of HpSCs with cancer stem cells.
Intriguingly, a recent study demonstrated that a protein,
cullin-3, prevented HpSCs from becoming tumor-initiating
cells [33]. Further investigations are warranted.
Komuta et al. [21] found that the CD133 mRNA level
was significantly higher in CLC than that in HCC and they
also demonstrated higher expression of CD133 in the
HpSCs/ductular reaction than in nontumoral hepatocytes.
We also performed immunostaining of AFP and FoxA2 as
HpSC markers [18, 19] and confirmed positive staining of
these markers in CLC. Based on these findings, they sug-
gested that HpSC might be the origin of CLC. The present
study revealed that CD133, CD44, and EpCAM were all
positive in CLC, whereas only CD44 was positive and
CD133 or EpCAM were negative in the intermediate type
of CHC. These findings suggest that CLC may have fea-
tures more strongly derived from the hepatic progenitor
cells than the intermediate type of CHC.
Conflict of interest None.
Open Access This article is distributed under the terms of the
Creative Commons Attribution License which permits any use, dis-
tribution, and reproduction in any medium, provided the original
author(s) and the source are credited.
References
1. Steiner PE. Carcinoma of liver in United State. Acta Unio Int
Contra Cancrum. 1957;13:628–45.
2. Steiner PE, Higginson J. Cholangiolocellular carcinoma of the
liver. Cancer. 1959;12:753–9.
3. Theise ND, Saxena R, Portmann BC, Thung SN, Yee H,
Chiriboga L, et al. The canals of Hering and hepatic stem cells in
humans. Hepatology. 1999;30:1425–33.
4. Tickoo SK, Zee SY, Obiekwe S, Xiao H, Koea J, Robiou C, et al.
Combined hepatocellular cholangiocarcinoma: a histopathologic,
immunohistochemical, and in situ hybridization study. Am J Surg
Pathol. 2002;26:989–97.
5. Lee WS, Lee KW, Heo JS, Kim SJ, Choi SH, Kim YI, et al.
Comparison of combined hepatocellular and cholangiocarcinoma
with hepatocellular carcinoma and intrahepatic cholangiocarci-
noma. Surg Today. 2006;36:892–7.
Fig. 6 Immunohistochemical
staining of HpSC markers [AFP
9100 (a), 9400 (b), FoxA2
9100 (c), 9400 (d)]
Surg Today (2013) 43:654–660 659
123
6. Taguchi J, Nakashima O, Tanaka M, Hisaka T, Takazawa T,
Kojiro M. A clinicopathological study on combined hepatocel-
lular and cholangiocarcinoma. J Gastroenterol Hepatol.
1996;11:758–64.
7. Robrechts C, De Vos R, Van den Heuvel M, Van Cutsem E,
Van Damme B, Desmet V, et al. Primary liver tumour of inter-
mediate (hepatocyte-bile duct cell) phenotype: a progenitor cell
tumour? Liver. 1998;18:288–93.
8. Kim H, Park C, Han KH, Choi J, Kim YB, Kim JK, et al. Primary
liver carcinoma of intermediate (hepatocyte–cholangiocyte)
phenotype. J Hepatol. 2004;40:298–304.
9. Schmelzer E, Zhang L, Bruce A, Wauthier E, Ludlow J, Yao HL,
et al. Human hepatic stem cells from fetal and postnatal donors.
J Exp Med. 2007;204:1973–87.
10. Yin AH, Miraglia S, Zanjani ED, Almeida-Porada G, Ogawa M,
Leary AG, et al. AC133, a novel marker for human hematopoietic
stem and progenitor cells. Blood. 1997;90:5002–12.
11. Fargeas CA, Corbeil D, Huttner WB. AC133 antigen, CD133,
prominin-1, prominin-2, etc.: prominin family gene products in
need of a rational nomenclature. Stem Cells. 2003;21:506–8.
12. Prince ME, Sivanandan R, Kaczorowski A, Wolf GT, Kaplan MJ,
Dalerba P, et al. Identification of a subpopulation of cells with
cancer stem cell properties in head and neck squamous cell car-
cinoma. Proc Natl Acad Sci USA. 2007;104:973–8.
13. Schmelzer E, Wauthier E, Reid LM. The phenotypes of plurip-
otent human hepatic progenitors. Stem Cells. 2006;24:1852–8.
14. Dan YY, Riehle KJ, Lazaro C, Teoh N, Haque J, Campbell JS,
et al. Isolation of multipotent progenitor cells from human fetal
liver capable of differentiating into liver and mesenchymal lin-
eages. Proc Natl Acad Sci USA. 2006;103:9912–7.
15. Yamashita T, Ji J, Budhu A, Forgues M, Yang W, Wang HY,
et al. EpCAM-positive hepatocellular carcinoma cells are tumor-
initiating cells with stem/progenitor cell features. Gastroenterol-
ogy. 2009;136:1012–24.
16. Maeda S, Shinchi H, Kurahara H, Mataki Y, Maemura K, Sato M,
et al. CD133 expression is correlated with lymph node metastasis
and vascular endothelial growth factor-C expression in pancreatic
cancer. Br J Cancer. 2008;98:1389–97.
17. Shimada M, Sugimoto K, Iwahashi S, Utsunomiya T, Morine Y,
Imura S, et al. CD133 expression is a potential prognostic indi-
cator in intrahepatic cholangiocarcinoma. J Gastroenterol.
2010;45:896–902.
18. Cho CH, Parashurama N, Park EY, Suganuma K, Nahmias Y,
Park J, et al. Homogeneous differentiation of hepatocyte-like
cells from embryonic stem cells: applications for the treatment of
liver failure. FASEB J. 2008;22:898–909.
19. Waclawczyk S, Buchheiser A, Flo¨gel U, Radke TF, Ko¨gler G.
In vitro differentiation of unrestricted somatic stem cells into
functional hepatic-like cells displaying a hepatocyte-like glucose
metabolism. J Cell Physiol. 2010;225:545–54.
20. Shiota K, Taguchi J, Nakashima O, Nakashima M, Kojiro M.
Clinicopathologic study on cholangiolocellular carcinoma. Oncol
Rep. 2001;8:263–8.
21. Komuta M, Spee B, Vander Borght S, De Vos R, Verslype C,
Aerts R, et al. Clinicopathological study on cholangiolocellular
carcinoma suggesting hepatic progenitor cells origin. Hepatology.
2008;47:1544–56.
22. Roskams TA, Theise ND, Balabaud C, Bhagat G, Bhathal PS,
Bioulac-Sage P, et al. Nomenclature of the finer branches of the
biliary tree: canals, ductules, and ductular reactions in human
livers. Hepatology. 2004;39:1739–45.
23. Sell S. Liver stem cells. Mod Pathol. 1994;7:105–12.
24. Evarts RP, Nagy P, Marsden E, Thorgeirsson SS. A precursor-
product relationship exists between oval cells and hepatocytes in
rat liver. Carcinogenesis. 1987;8:1727–40.
25. Yasui O, Miura N, Terada K, Kawarada Y, Koyama K, Sugiyama T.
Isolation of oval cells from Long-Evans rats and their transformation
into hepatocytes in vivo in the rat liver. Hepatology. 1997;
24:329–34.
26. Roskams T, De Vos R, Van Eyken P, Myazaki H, Van Damme B,
Desmet V. Hepatic OV-6 expression in human liver disease and
rat experiments: evidence for hepatic progenitor cells in man.
J Hepatol. 1998;29:455–63.
27. Roskams TA, Libbrecht L, Desmet VJ. Progenitor cells in dis-
eased human liver. Semin Liver Dis. 2003;23:385–96.
28. Roskams T. Liver stem cells and their implication in hepatocel-
lular and cholangiocarcinoma. Oncogene. 2006;25:3818–22.
29. Terris B, Cavard C, Perret C. EpCAM, a new marker for cancer
stem cells in hepatocellular carcinoma. J Hepatol. 2010;
52:280–1.
30. Yang XR, Xu Y, Yu B, Zhou J, Qiu SJ, Shi GM, et al. High
expression levels of putative hepatic stem/progenitor cell bio-
markers related to tumour angiogenesis and poor prognosis of
hepatocellular carcinoma. Gut. 2010;59:953–62.
31. Herrera MB, Bruno S, Buttiglieri S, Tetta C, Gatti S, Deregibus MC,
et al. Isolation and characterization of a stem cell population from
adult human liver. Stem Cells. 2006;24:2840–50.
32. Zhu Z, Hao X, Yan M, Yao M, Ge C, Gu J, et al. Cancer stem/
progenitor cells are highly enriched in CD133? CD44? popu-
lation in hepatocellular carcinoma. Int J Cancer. 2010;
126:2067–78.
33. Kossatz U, Breuhahn K, Wolf B, Hardtke-Wolenski M, Wilkens L,
Steinemann D, et al. The cyclin E regulator cullin 3 prevents
mouse hepatic progenitor cells from becoming tumor-initiating
cells. J Clin Invest. 2010;120:3820–33.
660 Surg Today (2013) 43:654–660
123
